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mm-t^izit. ^:f^^'inmM>/<^m^m.mmxmmiz'^m-t^zti!}<!^mt 
s^Es ^>/i<pn(K>±myjmizit. i^B=f-m^xmmiz^^xmm'pmm.m<^mm 

Tl^'5„ L7!)^L. ±mmit^E.mmimn-r^fztbizn-^^:y/i<7m^mm.-r^mi^ 
A^fey. ^f::±mf^x^!i&m^>/<<7M^mmir^tmmti<±muj:i^^iiMmiim 

-ys. mm^^mmuj:i^'$i>/i{7m(D±my5mtLx^ mmt&j^i'm'f^i^mmiz^ 
^'^^^^<i^if^iMK^tj:ifLx±i^(D^mmmmm^^^^mizmm^. m &^<d 
^>^<^n^=i-i^r^mRNA^mi^x.T^ym^m^<Dmmiz>^5^^mmmf^-^^ 
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^mmm>yi<7w^j&mmmmtL,xit.mm^m^tj:'b0fimi^Hxi^^^^^ 

ttJTStUrfi, '^^^m^^Sm<Dmtzt^lt. tmmXM-i :Pelham et al.. Eur. J. 
Biochem. 67, 247-256(1 976)#P), Chinese hamster ovary (CHO)(D3^(fci^r^, ^ 

tas.TocHo^ms.^ii^ztiz^'^xmm^m^Lx^ "^(ommi^^mm-^iiiK 

<om)i^^iz^^x(o^..^M>/i^m^m^^^mmx^^ti^5mm.X'ib^o 
^iii}ik^j;:xs^<omm:f5m<Dm%i3<m.^^xi^^o 
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i^)MMiz}^^^^tzm%Wi^^mm!i&(Dm:^i>K -i o'c-2o°c<D7K^*f=tt7K 
^m^'xmn^Htci0X'h^Amm2^tzit3izmm(omm:fjm<. 

i^-rM^iznm(Dmm:fjmo 
■r^i)^iztm(Dmmyj}t^o 
Mz^mom^ismo 
m^m7izum<Dm^y3^o 

(9)^-V-r--X/\AX^-||gm(CHO)*<. CHO K1 -SFMfijfe-^fe^, If^^S 
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(1 o)ii^^i -^Qoi^-TM^izumcoyjmx'mm^^tz. mimmmmmmmmT^o 

^:^^xii>-oT.mmmj!Si^izmmLfzvMm.mmmmmm^MMiz^m^it^±m^ 
mti:m^^^mm-r^zttj:<mm^izm^)tiiirztt}^x^^<Dx\ vt^^^j^mmmw^ 



wo 2004/111203 PCT/JP2004/008422 

-5- 



m,mmtmmf^0)M^i^M.^iznt>tj:tiS'otzm^izit^ ^<pm-^f^iz^m.fj:m 
±.na^^5izm^Wi^i^mmm^MMiz^m^-^^^mtLxit.mi^-8o''cu 
t.d'>/i^m^mz!s^mf3:mi^^^^^Lx^:^/i^n^mmMs.TixL^5mmz 

T-^'^^'^mt^^itisiiiiz^^xmmx^^btK x^t^^^xm^mtm^ 
mm^mi'^xnootmi^vx^o 

:^nm(Dmw5mzni^x\^^ mmmmmmmm^i^o^miz^Lx. mmmm 
^(om<ojLm\z-Di^xmzim.\t.ts.i\ tztx\t. m.m^xmM^m[.^x-r^) 

t>icixi^tzm^<j>^mzxmmM^^mmm^mmy.^ ttfcb^tToT^,j:LNA«. mm. 
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mMUzm$immmmm<DmiMmit. ^i^mzisi^xm-Mnt>^xi^^mw 

(10. 000xg~50. OOOXg,0°C-10°c;iO^F^-60^J'fe1)T?fT^«d:Lx, 

^Mmizmi^mnwimmmmtLxit. mzmmit:fj:<. tct^it. ^^yK 

T=fccJ:<. /=<»:^«. miflfls, ±mmm^^m. u>/<M(u>?f^-T)fi*$iej3a. -eo) 

^LiNo ^tz. cHommt. ^m^mni^ssmx&^tzi-fxtjiK^ mskm^isk 
izxmmii^mx&^h ^mmts^xsmmm^x;^^o ^^iz. m^mzisl^xIti 
<mm^H. i^i^^>^^<7m^mm^^Lxms mmmmzisl^xtmm0ctf)m ' 

^^^^n^^\^ni^x{t.m-mqim^mmzi^n:^M^-^omu^^mmm^^ 
^^^^-^'^■r.M--m<om^mmizm^mmm(omm^^(ommMm^mm 
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tl^vZtil'^tb^^ ) , TZfnf-ZL^, P-f ^>''^>. ^7^;<^^>A. E-64 

^^^mcojf^miziMMtmmmo^Ammmm^tmiz^mx'^^m^ii^ih. mums 
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^=^^'^^*'J't'A35:^Hillifl>*U'!7A^T-fe-i)li^. 10mM~500mM 

^iz^if^^&}m=FtLxnm-t:s>o 
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1mM'«'1 Om 

LCO. 5mM-'5mM•^:t*tL^C<^:^?J:yS?^Ll^oDTT;b«0. 1 mMJl^^^fclil 0 

-So 

mm-^+mttim) i=*5i>r > tzt^im^^tziti^&mmsomatiiifiz^'oxmc. 
' ^pyi<DMmj:mtiz^^mm^(Dmi.^m±-r^ m m-^m-^^^ti^o z<D^otj:mm 
mtLxit. mzpmittd:<^tzt^it. hepes-koh, Tris-Hcu mm-mmi-h 
<7xzym-<7x.>mirh^)^u^. n^^ms mes, piPBsi^if^^mm-t^ 

t^mmit. ni^^fzmi3i^<opmH^-\oizut^^^:§,^otj:%<D^^m-r^<Diiim 

'Sfcift-efe'So C:a)<J:d'^||/^J;y^ ±|B431?^,HEPES-KOH(pH6'-8. 5)$^ffl 
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*Jl^*c:i:*<J:y»^LL^„ mmMti<5mM^mv&^t^ m^-^tzitm^^mmom 

*Ji-i^'^J^mism^*j±n^)Vij<^i^lz^mtsJtitz=tox&^(Diim^L^^^ 

^jxi^tLxit. ^^^Moi^m^mm-r^^ofditoxmf^imizmmtuK.mp^ 
mti3ji.iy^A^ mmtijviy^j:^, mmijjuiy^A, '>x>^*;u5/»t7A, 3't7^k* 

itijji^iy^AcD^mmitnizpm^^i^iiK ±u^:y/i^m'^f^m(Df^±(Df^m 

"^m^lzmmLm^m^M.O. ImM-IOmM^W^^K-SCtA^Sf^U^O. SmM 

jScfey. 5(v/v)%~8C(v/v)%<»:35:^cfcafz^in^?;|x^<Z)*<»^L<. 10(v/v)%- 
50(v/v)%i:35:^J:5lcgi*n^F;|i-5<OA<J:yiff*LlA„ 

^^>^^<pn^mm(Dmm.Wi^mmm^mmm^m^^xa>^mmiz'Disximiz 
t^t^i^.mmmm^izmm\^tzmm.mmismmmiM.^iz7Mii^^-^^j:m<Dmz;. 
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±MLtz<Otm^<D^m^O, 000 X g~50. 000 x O^C*- 1 0^C, 1 0^1^1-60 

^oi^m^m-rizmmj&tLxmmir^otm^LiK 

mim^im^i^m-t^m^izit. minmzituTo^mizxn^it^i^, 

mzx^§mt^. ti^^^^i3:^mzxnoo ±u¥)\.mMmmmmtLxit. m^<& 
^<omM(omm0%<Dmizmmt3:<mmr^ztti^X'^. tct?nt. i omM- 1 oo - 

mM(0HEPES-KOH(pH6-8. 5), 20mM-300mMa)P^*iJ't;A..O. 5mM 
-5mM<D@t^T>f4'-S.'t7A.O. 5mM~5mM<3[)DTT, 0. 01 mM-5mM<0PMSF 

'^■^^t^fji^^&mmmm^mi^^ztfi^x^^,Yj\.mmLxm^Jti^mmit. 

M'^(0fJ\^mmvnt>^XL^^^OlZ, O. 1 mU-l mL^I U^it-r +l«cfc<s itL^^ 

^^^^M-^mm^m-r^m^^^m^K'^^t^ti^m^^i). o. 4mL-o. 6mL 

^iS^aSfi. /=i:X.(**Ultrospec3300pro(7'-7i/-VA /^'f:j-t>-'rx>X^±ig)^j:i* 
©^H^ffiCxr, #M»(COLXT±iB280nm|CfeIt^lR3teJg$;li|SU -©iRS^iJg 
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mitzt^lt, 700 xg, 1 o^FbI, 4°C<^:l^^lfem■r'SCtl3ck•^TtT■5o 
^^mm^mmm^ZML5rr^L'^^00rr^LX&^(0ibm^L<. 1 0mL-SOmL^&^CD 

m^mmt. 1 iii-'5EifT5a>A<sf *L<, 2ll-'4Illf^ao!>A^cfey»^Lt^„ 

^tz:^^BM<Dmm-:fsmizmT^i^nm^mmm!^<Dmit^ mzmm^H^i^cDx- 
itui^hKmmi^m^WimzU'ofztb^mmmmr^uzmLxo. ^sssx&^(o 

^^m(o:^mizxmmt^tifdiM^mmmmmmiAmmt.mmmwt^>j<i<7n'^ 

m^m^Oibiiim^^^/ ^^gjiJg-ei mg/mL~200mg/mL#^-r 

*L<. lOmg/mL-IOOmg/mL^^t^^CilAtdcyitf^U^o ^iStttti!feia)#^ 
»A<^>/^>7MaST?1 mg/mL^ji|T?&^i:, 2^^BjOf^^I-jgj,^^;^^^ 

^«*«^>/^>7^,igje-^2b0mg/mL$iS^-Si:, tt^i^^^gtt:;&«ii^l^Jte1^^WL, @ 

■^-S^^tlF^^^;!!^ /i:<!:7Lld!, BCA Protein assay Kit(PIERCEttgi)$iSefflL. 
T-9->:^;U$0. 1 mUHlTL. 37°C-e30^FBmf&$1±, ^3fe3feJtHt (Ultrospec3300 
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-■ i3 - 

/=i:^«.«ffiji^itJ(Dij7|fv-ARNA(D^3liB5JJfg«f^fTac<tfCckor*iJSiJ-r 

mL~l OOmg/mL^^-r-ixtttlC, 20mM~36omM(Dit^*J'J't7A, O. 5mM 
SmM(DmM'^<f^-i^^Jx,0. 5mM-5mM(DDTT, O. 01mM~5mM(©PMSF, 
1 0mM-l 00mM<PHEPES-KOH(pH6-8. 5)$#:^-r^J:a(cSl31$;h,^® A« 

10(v/v)%-50(v/v)%a)yu-l2P— ;u^#^-r^C<l:A<Sf*Lt^o 

^^^^(^-^^xm^^^mmm,^mi^xmm^^^mmm^^>/i^m-^ms.m 
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;6t1 0(v/'v)%-80(v/v)%, !ff (Cli30(v/v)%~60(v/v)%^:t$;K'Sc}:5lC 

^flSlCfi*L3&l^mRNA$ffiL,A^A^-Slg?Ll|!|^^^$IBI!alca3|5Ln^:L^rYlRNA^?& 

<fel>. JS:jI3> S^S?S(3^^$;|^'SmRNAA<^r(.3fcrnRNA•^fc-g)A^ttt^^S^i|^■^-50!> 
^=ffll^fcPS?Llil^^l&f|$fflll&^Cffi*f ^mRNAT'fe^ANld:. ^-T. RJtj^^^l). mR 
NA^mH^f i&^¥^^l=J:ycDNA^^^L. ^ie>;K/=cDNA<3!)igSiB2?lj$ig 
«fL, IS*Pa)Ha5mRNA<DiS«iB5iJ<tJJ:S^-r'5Ci:-^2|9JSJ-r'5c:i:A«T?#-5„ 
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F(Open readingftame)$lfTlK<D^^^-. fzt^lt^ pT^T Vectori:^njtm±m)<D5 

- 1 000// g/mL#W**t§Ci:;5<»*L<, 1 0// g/mL~500 // g/mL#:^$tl 
^Ztt>^J:m^Ll\ n^mRNAA^I /ig/mL5^;^^/ci*1000//g/mL$j|g^§ 

~500mM^1^$tL'SZi:A<*?^L<. 20mM-300mM^W^;K-SCi:*«cfcyj?*L 
IK 

^^mmmztsif^^^:r^iy^Ai^tLxit.ifymmm<Df^'^tLx±muz^ 
•umt. ±.^\^tzmmmzisif^-7^:^^>r^A^<Dm^tmm<om^i)^ib. mm&ns. 

mmziSl^X.O. 1mM-10mM^:&$+L^Ct*<*7^LC0. 5mM~5mM^W$ 
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I 

-So 

^^&j^^^i^^i^^<7U7^>')>mitsii>/i^m^tm6^iz^j&-t^tz^^ 
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/mL- 1 000// gXmL#:^$;fxi,C:i:AtJf ^L<. 1 0/i g/mL~500 // g/mL^ 

«(DATPi:GTP;&?^±$ttlc«. tLT^>/ ^^K® ^Jt^^JtA^igTr^MfSl 
I=fe^/i4<>T?fey , If A«1 000/i g/mL$Si^i,i:, PI^i^sHi: 

©T-S/^fig^A^I // M-l 000// M^W$;K'5Z<!:7!)«i7^L<. 1 0 // M-200 // M# 
W$;h.'5Ci:A<«kyjf *LL^„ y5y^jie^A<i // M*^^/=I±1 000// M^M^^i:. 

l?fcy s ^i^J5JS/"^*lcfcL\T0. 1 U/ // L- 1 0OU/ // L#W$;|xi)C:4!:7&<iff^L<. 
O. 5U///L-10U///L#W$;K^C<i:;5««»:y*f*LL^RNase-f>te^-A<0. 1 
U/// LJ|5iS-?»fc§i:, RNasea)«><gJgtt$3fe^iip^^c:,!:A«t?#J5:l\^l^fcfe^yc 
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mm^J^m^^ZiSl^X^\ ^g/mL-1000jt/g/mL#;&$;|x-SC,!:*^i?*L<. 10// 

'-200mM^:t$;h.^Ci:A«S?^L<. 1 0mM~1 OOmM#:&$;pt'Sc:i:A«J=yi?^L 

-'10hriM^:t$^^CtA<»*L<> O. 05mM~5mM#^$tl-§>C:i:j5<cI:yitf^LL>o 
x^;use?>*<0. 01 mM5fe;1|r*fe^<t, +^^^:i^iR^E^StM*«^a6f,;^t35:^,^MlRI^za5 
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$30 (v/v) 60(v/v) tittf 20mM-'300mMa)B^^Uit7 A, 
O. 5mM-'5mM©i^^-7^4'o>H7A, O. 5mM~5mM(DD7T, O. ImM—SmM 
(DATP^ O. 05mM'-5mM(DGTP^ 1 0mM~ 1 00mMa)'i7U7-9=->U>^> 1 0)W g 

5U//i L'-l OU//U L^RNase-f^te^— , 1 0// g/mL-500 jU g/mL(OtRNA. 
1 g/mL—SOO/i g/mLa)^*mRNA, 1 0mM^l 00mM(0HEPES-KOH 

(pH6-8. 5)t:^^-t^^o\zmm^^^a>tmi^ix^o mtz. ±iEic*n^T*t,f=o. 
Sit fcrfrdo SfBJSJSfi. ii^. i o'c-40"c. J?*L<tt20°c-30°C(7)^BIi*n? 

'A^^^o''c^^x&^m'^0^mtmibniz<<,^fz^^^^mo''ct:m^^t 
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m(omit. mmom^omm. sds-page. ^^m^mtsitiz^-oxm^v^^o 
IK 

mmm 

' iiiTizmmm^^^u ^nB^^mi^mzmBMt^HiK ^nrntrmommmizm 

RPMI1 640Jgife(Invitrogentt^) AUofelS«7^XZI (21 OOcm^) rtT'ST^C, 

iftmu. TiHM^<o^,i^jg-e3i5]^,i^(7oo X 1 o^momn'xm'b^^m) Ly=„ 

•50mM HEPES-KOH(pH7. 4) 

i 

■lOOmM f^^^U-t^A 
■2mM mm^^f^-iy^J^K 
•2mM DTT 

•€-(D^. ±IB^Jila)^,^?g(CO. 57mL0O. 5mM PMSFfeJ:lX20%yji2P— 
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o^coTi^m^x-m^Ltco m^izm^Lfz^. 4'>c. so. ooo X g-ei o^mmib^m 

(himacCR20B3. BiLJim^WLXmm^^mt. ±jt^ll]l|RLf=o t#t>*ufz±J» 

^$b(ciiii>^3^iii(4°c. 30. 000 xg, 3o^m)Uzmzmi^Ltz±m^.mm.mm 
iB^j^^f^^f^-f^-CLuc T7-F3-Kpn)t.mmmmmm^2iz^ti^mm 

m^mr^-Zf^^^-iLuc T7-R4-Kpn)i:,KOD plus(m#l6i^4±^)$^l\ 

T, 97*^1 5S>, ss-'csoia^. 68°ci 20|S>. 30V^^ji.a)PCR^n-ofz. 

^miZ^^jDNAmt^^mmLtz^. KpnlXmitUc. untltmiZ. pT,T VectorC^f 

^.Gen Bute Gel Purification Kit(t^>fTtti8)$fflL>TDNA^K-^^gjL/co 
Ugatlon Hlgh(mit^i^%tM)^fflt>r,C:tlt>a)DNAg|fJt^^-Yy— i/3>Lfc:^, 

SDSJ£(cd;yilMLfc:^^X5KDNA^,iB5lj^iB5lJS^3fc^-rJeSia5lJ$^-r'5 
::^7-f^— (T7 promoter) fcd:tXBig Dye Terminator Cycle Sequencing FS 

5|3>,60°C4^.30-9-^>7;U)^fTofcoC<©JSlS?a$ABI PRISM 310 Genetic 
Analy2er(T^^'f K/U^i/X^AXam)IZii|L. ^*@B5»J®;Uf^fTofco pT,T V 
Botorm^<D5'- 0 <fOiZ>^)-'$t^mm0T^lZ)l^iyyji^-^^^zf.a)^f^=l^ . 

>A«^A$;h.fe:/^XSK^pTNT--Luc<!:^«Lf=„ 



(2) in vitrolc^jSPS 
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±iB(1 )T'f^MLycpTNT-Luc$BamHI-C*>ijbLf=m. 7xy-;U>7PP7t-v;UAttai. 
X^y-;Ua:^|Cj:y|i|gUco#e)+lfcDNAHPffrl Us^mmtLX.P\boMaK Lar 
ge Scale RNA Pix>duction System-T7Cfnjtii^±^)^mi'^20u\7.^—)l^ 

(3)^*mRNAa)^ii5! 
±IEiE¥SJS^(pSj;&;1^20/iLlZ, 1U(DRQ1 RNase free DNaseC/P^^tt 

^)$^iPL. 37°c, 1 s^M'T^^iK-hL. mmDw^j&mitLfzo :7iy-/u— {?□ 
fc^iinL. x^y— /ujit^^^T^ofco ooii LOMmTKI^jtML. Nick 

Column (T-^iz-t'A / W^-9-'fX>X^ig)ICT>^^-f Lfco Ma7K400 jU LT^tii 

•5o(v/v)% m^mmmmmmmmm 

■25mM HEPES-KOH(pH7. 4) 

•150mM it^'J'!7A 

■ImM St^^^^iz-t^A 

• 1 mM DTT 

■O. 5mM ATP 

■O. ImM GTP 

•20mM <7lyT^>'J>M. 
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■0. 25mM 

■40 /iM 75.yM(2om) 

•20pjUg/mL tRNACS^fiJS) 
■240jt/g/mL i1>3femRNA 
•10(v/v)% -S^U-bP— ;u 

ATP(i/>f^ttSl). GTP(ix>f -7^:08) > T5y^(20a) (S^^^ttSS) . RNase^:^ 
L^^AOL, ;U5y^—^— (Tuner Designs TD-20/20, 3^P^*r4±|S{)$fflt\r, 

Jia^^>/^^^^JiejSJSl±. ##^j2-^if^i8L/=mRNA$fflLNT. ^It^l .tl^^^O) 
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m^l^m. 4.9 X lO'cells/mL (D'^^r^=.—X/\Ay(,^'-m$kmm CHO K1-SFM(m:lb 

:fz^tsiMm^^^mnmmmmmMmiz>^~-^k)i^m)^ cho serum-free 

MEDIUM (SIGMA ttig)200mL A<Aof==||-:7^X=l(500mL)rtl? 130rpm-37''C-5%CO2 

nm%Tv 120 B#FBii§«L/=„ ^0^m. mm^m. as x io»ceiis/mL. ;ama 3.2g t 

^iK5^j2 : m^mmmmmm (cho) aai^tcpniga 

±iB##^3-ei$«Lf-i!)i^^«3iifla^iii0^ii(7oo x io ^PbD fz«kyiiR 

ftL. Ti5Mma)^5fe}^ffl^®|£-e 3 lH]^Jt(700xg. 10 ^F^<©lfe#l?jiii>^i'it)L/=„ 

•40mM HEPES-KOH (pH7.9) 

•lOOmM mWi^J^Jx 
•2mM St^^y^^e/ri^A 

•2mM J^^b*;ue/'!7A 

•ImM DTT 

•40mM HEPES-KOH (pH7.9) 

•lOOmM Wf^i3*J^A 

•2mM • mm-^<f^''->'^A 

■2mM iS^b*;Ui/«t7A 
•20%(v/v) ^UizP— ;u 
•ImM DTT 

^mttJ-e^JtUco ^±fCfi?;^Uc^. 4°C. 30000 x g T? 10 :b^FBliiii>^^^(himac 
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CR20B3. BiLT.m±m)Lxmf&mm^mms ±>tsi ^miisLLtz.mi^Htz±m 

51 ^$f>fz3iii>^is (4''c. 30000 X 30 »r^) Ltzmz±m s2 ^miRLfco z(o±m 

52 ^Tumi&<o^i^mtmmzx^mitLtz PD-io(T^t/-vAi±M)icT7f^-rLfe„ 

T^^-fL/c^. «S^ffl/^-:/7T-fc:Ti§tBL. ^i-3fe3feigti-(Ultrospec33b0pro. T^i^ 
•VA/^'1':i-9■^'x>X*ti5i)$fflt^T. 280nm icfclt-SlRStigA^ 30 lSi±(Dmii-^mi^ 
iiifLi!i#|jg^$IBAg(CHO)Mai^^Lfc. 

•40mM HEPES-KOH (pH7.9) 

•lOOmM mWj^J'tfA 

-2mM mm.-7<f:^-^i^^A 

■ImM DTT 

mmz^[f^^=^ mRNA ^(OJlfe^aM^L. 25''CT? 30 i^m^^Ltzo -?-<Z)^. # 



•50%CV/V3 




■50mM 


. HEPES-KOH (pH7.9) 


• 1 75mM 




■ImM 




-0. 5mM 




■2mM 


DTT 


■0. 5mM 


ATP 


•0. 25mM 


GTP 


■30mM 
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• -aOO/zg/mL ^'UT5=->^-^— -if 

•SOjWM T^y^izou) 

• 1 60 g/mL mRNA (;U*x7x^— 4f jt^:f.$Z]_K) 
L^fco Sj;&^fitLrtti£ig7';U5:?a'V^11;M MG-1000 ^ffllvfco SJS^«fi 25 

zfu^^mtm^mi^x^mLtzo 7US>:7x^— lf7-:;-b-f so// l icjsisjS.2.5 l 

$^*PU (Tuner Designs TD-20/20, ■:fn^iS^m)t:mi^Xs Jl^t^y^i^ 

(Sin)J:y^L<lRl±Lf=„ 

Jfefc. K51ja:7i;-5-:^;^K(AXiB5IJG)|B«(Description of Artificial Sequence)) 
^Cfcl^r.iH5lJ#•^1^*3f^'f"7- Luc T7-F3-Kpn-e&y,iB5IJS-^2fi:^^-f 
^- Luc T7-R4-KpnT?fcy.SB9IJS#3l*>^^^^- T7 promolerT?fe-5„ • 
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.10. ii^^1'-9©L^•r*lA^^ziBm(©:^J^■^ig|^*;Kfc.lIi?Ll^l^^Jg«^ 

11. if^^lO/ciB«a)Pi?Li!i!^tS^3BflflattilS?iS$ffltxfc^$fflflai^^>/^^a^ 
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SEQUENCE USTINQ 

<110> SHIMADZU CORPORATION 

<120> culutured mammalian cell extract, and method for preparity same, method for producing 
proteins using same 

<130> G1 04052 WO 

<150>JP 2003-165390 
<1 51 > 2002-6-10 

<160>3 

<210> 1 
<211>7 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Luc T7-F3-Kpn 
<400> 1 

ggggtaccat ggaagacgcc aaaaacataa 30 



<210> 2 
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2/2 

<211>29 
<212> DNA 

<213> Artficial Sequence 
<220> 

<223> Luc T7-R4-Kpn 
<400> 2 

ggggtacctt acaatttgga ctttccgcc 29 

<210> 3 

<211>20 

<212>DNA 

<213> Artficia) Sequence 
<220> 

<223> T7 promoter 
<400>3 

taatacgact cactataggc 20 ' 
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